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A B S T R A C T
The impact that environmental factors have on the intracellular components of microalgae has been the focus of
research for a number of decades. Despite that, their eﬀects on the cell wall have received very little attention. In
this study, we investigated how diﬀerent growing conditions aﬀect the cell walls of N. oleoabundans. The results
revealed that the cell wall composition varied in that the modiﬁcations were diﬀerent in the four cultivation
media: freshwater nitrogen-replete (optimum culture) and -depleted conditions, and seawater nitrogen-replete
and -depleted conditions. Nitrogen deﬁciency in freshwater cultivation was the only condition that signiﬁcantly
(p < .05) increased the total content of carbohydrates in the cell wall. The three most abundant components of
freshwater-cultivated cell wall polysaccharides were rhamnose, galactose and glucuronic acid whereas in sea-
water media the main components of cell wall polysaccharides were rhamnose, glucose and galactose. The
combined results of the biochemical analyses and monoclonal antibodies epitope-binding revealed that N.
oleoabundans cell walls are likely composed of sulphated polysaccharides enriched in mannose, β-(1→ 4)-D-
mannans, and glucose as they grow in seawater. Salinity and nitrogen deﬁciency also had an impact on the
nitrogenous components of the cell wall. Under these conditions we observed a decrease in glucosamine in the
cell wall. The analysis of speciﬁc binding of monoclonal antibodies, revealed that the cell wall of N. oleoabundans
is possibly enriched in arabinogalactan proteins (AGPs). Under salinity and nitrogen deﬁciency N. oleoabundans
increased the proportion of the non-polar to polar amino acids in the cell walls. An increase of leucine in the cell
walls may suggest that N. oleoabundans contains leucine-rich repeat proteins which are known to play a vital role
in stress responses. This report provides new insights into microalgae cell wall biology and how cell walls are
remodelled when growing under diﬀerent conditions.
1. Introduction
The impact that environmental factors have had on the intracellular
components of microalgae has already been the subject of research for a
number of decades. In contrast, variations in cell wall composition and
structure due to the impact of diﬀerent environments have received
limited attention. Adverse environmental factors can inﬂuence phy-
siological processes and consequently have an impact on the regulation
of cell wall biosynthesis, at both transcriptional and biochemical levels
[1,2].
Nitrogen deﬁciency and salinity are two stress factors that have
been used to modulate the intracellular composition in various micro-
algae species [3–7]. It is clear that these factors play a signiﬁcant role in
the cell carbon partitioning, and one would expect these alterations to
be visible in the cell wall as well. A few reports are now available on the
eﬀects of stress conditions on the algae cell wall. These include al-
terations in the cell wall composition or structure such as increased cell
wall thickness which is associated with nitrogen deﬁciency [8,9].
A great example on eﬀects of stress condition on green microalgae
cell wall has been recently published [2]. It was revealed that the in-
creased thickness of the cell wall caused by nitrogen deﬁciency in
Nannochloropsis salina is associated with up-regulation of genes en-
coding for cellulose biosynthetic enzymes, which resulted in an increase
the cellulose content of the cell walls. Another study demonstrated that
transition of N. salina from high to low saline culture increased the cell
wall thickness, although detailed changes in biochemical composition
are not yet available [10].
Neochloris oleoabundans, is oleaginous unicellular green microalga
belonging to the Chlorophyta phylum. Over the years, this microalga
has been considered one of the most promising candidate industrial
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microalgae, due its high growth rate and biomass composition [11]. N.
oleoabundans is an edaphic freshwater green microalga which was ori-
ginally isolated from the sand dunes in Saudi Arabia, an environment
where the lack of water is a tenacious threat and cells can be exposed to
saline or drought stress [12]. The cell wall is the outermost structure of
the cell and the ﬁrst part of the cell to be exposed to severe conditions.
It therefore requires speciﬁc properties to guarantee cell viability.
Owing to the plasticity of N. oleoabundans and its saline resistance
mechanism, this alga can be cultivated in both freshwater and saline
cultivation media, with seawater salt concentration [13–15].
Recently, the cell wall composition of N. oleoabundans growing in
freshwater condition was biochemically characterized and the mor-
phology of the cell wall dissected by means of electron microscopy
[16]. This report revealed that 56% of the cell wall is composed of
carbohydrates and nitrogenous components such as amino sugars and
proteins.
In this manuscript we aim to evaluate the eﬀects of diﬀerent culti-
vation media, freshwater nitrogen-replete (optimum culture) and -de-
pleted conditions, and seawater nitrogen-replete and -depleted, on cell
wall composition, with the main focus on carbohydrate and protein
compositions. We expect that a lack of nitrogen could not only aﬀect
the carbohydrates but also have a direct impact on the nitrogenous
components of the cell wall, such as amino sugars and proteins. The
results revealed considerable variations in the biochemical composition
of cell walls grown under diﬀerent culture conditions. These results
provide important insights into the biology of N. oleoabundans and will
greatly contribute to our understanding of cell wall remodelling in
green microalgae when they are exposed to adverse environments.
2. Materials and methods
2.1. Biomass supply
N. oleoabundans (UTEX 1185, University of Texas Culture Collection
of Algae) was pre-cultured in 100mL sterilized fresh or seawater
medium. Subsequent to reaching an optimum density (~0.2 g/L), the
culture was used to inoculate a vertical tubular photobioreactor (VT
LGem, 1300 L working volume, Rotterdam, The Netherlands) installed
inside a greenhouse at AlgaePARC facilities (Wageningen, The
Netherlands). Details of the reactor are available on the manufacturer's
website (www.lgem.nl). The same inoculations were used for the ni-
trogen-depleted experiments. The reactor was operated in a batch phase
with the use of artiﬁcial light (7.2 kW), at an average temperature of
25 °C and pH of 7.5. Concentration of the nutrients in the medium can
be found in Table 1. The culture was monitored daily and the biological
parameters including dry matter, optical density (530, 680, 750 nm)
and quantum yield of the harvested points were recorded (Supple-
mentary ﬁle 1). Additionally, daily microscopic visualization in order to
assess the cell morphology and possible contamination was conducted.
Details of the measurements have already been described [16]. Biomass
from diﬀerent points in time of this batch pipeline production was
harvested, centrifuged (80 Hz, ~3000g, 0.75m3 h−1) using a spiral
plate centrifuge (Evodos 10, Raamsdonksveer, The Netherlands), rinsed
with water and dried in an oven at 60 °C until a constant weight was
achieved. The dried biomass at diﬀerent points of harvesting was
pooled and used as a starting material. Cell wall extraction was carried
out in three replicates. The extracted cell wall materials were combined
and used for further biochemical characterization. All the biochemical
analyses mentioned in this publication were performed at least with
two technical replications and the values presented are the mean ±
standard deviation (SD).
2.2. Preparing samples to extract the cell wall
Cell wall preparation was carried out as described in [16]. In brief,
1 g of dried biomass was mechanically disrupted in a mill for 1min at a
frequency of 25 s−1 (Mixer Mill MM 200-Retsch, Germany). Following
this, three incubation cycles of chloroform: methanol (2:1) was used in
order to remove the intracellular lipids. Each cycle was conducted at
60 °C for 30min continuously shaking at 600 rpm. After each incuba-
tion, samples were centrifuged and the supernatant was discarded.
Subsequent to the last extraction, the residual pellets were dried in an
oven at 60 °C until a constant weight was achieved. When the lipids had
been removed from the sample, the biomass was de-starched by in-
cubation in a buﬀer containing a cocktail of alpha-amylase. In sum-
mary, 25mL of maleate buﬀer (0.01M C4H4O4, 0.01M NaCl, 0.001M
CaCl2, and 0.05% w/v NaN3) at pH 6.5 was added to the sample and
then incubated for 90min at 85 °C. Once the sample had cooled down to
room temperature, a cocktail of alpha-amylase (50 μL/25mL, ANKOM
Technology Corporation, Fairpoint, NY) was added to the suspension
which was then incubated for 24 h at 30 °C. Subsequently, samples were
centrifuged and the supernatant containing glucose derived from starch
was discarded. All the centrifugal steps mentioned in this publication
were conducted at 4200g for 10min unless stated otherwise.
2.3. Neutral Detergent Fibre (NDF) extraction of the cell wall
Cell walls from the oil-free de-starched sample were extracted in
accordance with the established protocol developed by Ankom
Technology (ANKOM Technology Corporation, Fairpoint, NY) as de-
scribed in [16]. In short, the biomass was incubated at 100 °C for 1 h in
a 25mL NDF buﬀer (104mM sodium dodecyl sulphate, 50mM ethy-
lenediaminetetraacetic disodium salt (dihydrate), 17.8mM sodium
borate, 32mM sodium phosphate dibasic (anhydrous), 79 mM sodium
sulphite and 10 g/L triethylene glycol) and stirred constantly at
600 rpm. As soon as the incubation was accomplished, the suspension
was then centrifuged and the supernatant discarded. The remaining
pellets were washed twice using ultrapure water (Milli-Q®) and once
with ethanol (96%). Subsequently, the pellets were then dried in an
oven at 60 °C until a constant weight was achieved. These pellets cor-
responded to the total cell wall and will be further referred as the NDF-
cell wall.
Table 1
Concentration of nutrients in the nitrogen-replete medium. For a nitrogen-de-
pleted medium, amount of NaNO3 is reduced and half of the concentration was
used. Macronutrients and micronutrients are indicated based of mM and μM,
respectively.
Component Freshwater Artiﬁcial seawater
Macronutrients NaNO3 11.765 11.765
MgSO4·7H2O 0.811 –
MgCl2 – 102.929
NaCl 17.111 419.233
NaHCO3 9.523 9.523
KH2PO4 2.939 1.469
K2HPO4 – 1.148
CaCl2·2H2O 0.680 –
CaCl2 – 4.775
K2SO4 – 4.877
NaSO4 26.878
Micronutrients NaEDTA 31.722 95.168
H3BO4 141.329 128.481
FeSO4·7H2O 20.142 60.493
MnSO4·H2O 2.366 –
MnCl2·4H2O – 6.992
ZnSO4·7H2O 0.765 2.292
CoCl2·6H2O 0.210 0.630
CuSO4·5H2O 0.080 0.236
(NH4)Mo7O24·4H2O 0.040 –
Na2Mo4·2H2O – 0.619
KI 0.301 –
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2.4. Sulphuric acid hydrolysis and characterization of the cell wall
carbohydrates
A total amount of carbohydrates in the NDF-cell wall of N. oleoa-
bundans were measured subsequent to the sulphuric acid hydrolysis of
polysaccharides as described earlier [16]. Brieﬂy, 20mg of dried NDF-
cell wall was incubated in 1mL of 72% (V/V) H2SO4 for 1 h at 30 °C.
The acid concentration was then diluted by adding the right amount of
ultrapure water (Milli-Q®) to reach the ﬁnal concentration of 6% (V/V).
Incubation with the diluted acid concentration was further continued
for 1 h at 121 °C (autoclave). Following the hydrolysis, the hydrolysates
were cooled down, neutralized and after ﬁltration using a 0.45 μm
ﬁlter, sugar content was analysed by means of High Performance Anion
Exchange Chromatography (HPAEC, Dionex ICS5000+DC, CarboPac
PA1, 2×250mm, Thermo Fisher Scientiﬁc, Waltham, MA, USA) as
described in [16].
2.5. Immunolabelling of the N. oleoabundans cell wall components
Comprehensive microarray polymer proﬁling (CoMPP) of N. oleoa-
bundans grown in either fresh or seawater nitrogen-replete was per-
formed as previously described in [17–19]. Cell wall was isolated using
a alcohol insoluble residue (AIR) procedure and used as a starting
materials to extract the carbohydrates microarrays [20,21]. In brief, the
cell wall polymers were extracted sequentially from 10mg of the AIR-
cell wall using 50mM 1,2-diaminocyclohexanetetraacetic acid (CDTA),
pH 7.5, followed by extraction with 4M NaOH with 0.1% m/V NaBH4,
and extractions printed in four dilutions and two replicates giving a
total of 8 spots per sample. The same amount of cell wall material was
used for each sample. Nitrocellulose microarrays were printed as de-
scribed previously [17,18]. Brieﬂy, the printed arrays were probed with
a panel of anti-rat and anti-mouse monoclonal antibodies (PlantProbes
and Biosupplies). Antibodies were diluted in PBS containing 5% w/v
milk powder to 1/10 and 1/1000, respectively. For secondary anti-
bodies, anti-rat and anti-mouse secondary antibodies conjugated to
alkaline phosphatase (Sigma) were diluted in MPBS to 1/5000. Devel-
oped microarrays were scanned at 2400 dpi (CanoScan 8800F), con-
verted into TIFFs and signals were measured using Array-Pro Analyzer
6.3 (Media Cybernetics). Data are shown in a heatmap in which the
colour intensity is correlated to a mean spot signal value. A cut oﬀ, of 5
arbitrary units was applied.
2.6. Proteins and inorganic components of the cell wall
Potential changes in the nitrogenous components of the cell wall
due to the deﬁciency of nitrogen in the culture were further explored.
To this end, the protein content was measured as described in [16]. In
summary, a sample of 150mg NDF-cell wall was dried in a convection
oven for 1 h at 100 °C and after cooling it down in a desiccator, the total
nitrogen content was determined by combustion at 950 °C using a LECO
analyser (LECO CN 628 Dumas analyser, LECO Corporation, USA).
Total protein content of the cell wall was assessed by multiplying the
Nitrogen to Protein (NTP) conversion factor with the nitrogen content.
This conversion factor was calculated speciﬁcally for the NDF-cell wall
of N. oleoabundans as reported previously [16]. Prior to characterizing
the amino acids, a 20mg sample of the NDF-cell wall was hydrolysed in
6 N HCl for 24 h at 100 °C. Subsequent to hydrolysis, the amino acid
characterization was carried out using the Gas Chromatography (GC)
technique based on the EZ:faast™ method (Phenomenex Inc.). All the
steps were carried out in line with the protocol annexed to the kit [22].
Possible changes in the inorganic material of the cell wall under
diﬀerent environments were investigated. The inorganic content was
assessed in line with the protocol described in [16]. Brieﬂy, 100mg
ground dried NDF-cell wall in a pre-weighed glass tube was heated
gradually in a muﬄe furnace for 5 h at 575 °C and the contents were
turned into ash. The inorganic residue was then cooled down to room
temperature in a desiccator and the weight was recorded. To measure
the cations and anions, approximately 3mg of ash was dissolved in
1mL of 3M formic acid and incubated for 15min at 99 °C. Subsequent
to dissolving, the solution was diluted 10 times with MQ water, ﬁltered
using a 0.45 μm ﬁlter and then the ions were characterized using the
Ion Chromatography (IC) system 850 Professional (Metrohm Switzer-
land). The anions were determined by means of a Metrosep A 150, 150/
4.0 mm column equipped with a Metrosep C5/5 Supp 4/6 Guard
column and the cations with a Metrosep C4 Supp 4, 250/4.0mm
column equipped with a Metrosep A Supp 4/6 Guard column.
2.7. Statistical analysis
Signiﬁcant diﬀerence between the each trait under the diﬀerent
growing conditions was assessed by two-way analysis of variance
(ANOVA). The Fisher's unprotected least signiﬁcant diﬀerence values
were calculated at 5% probability. All statistical analyses were per-
formed using Genstat (19th edition software, VSN International, Hemel
Hempstead, UK).
3. Results
3.1. Composition of the cell wall carbohydrates alters according to diﬀerent
growing conditions
Analysis of the N. oleoabundans cell cultivated in the 4 diﬀerent
media resulted in signiﬁcant diﬀerences (p < .05) in the total content
of cell walls between the growing conditions evaluated (Fig. 1).
Nevertheless, the total amount of carbohydrates in the cell wall did not
show any signiﬁcant diﬀerences (p < .05) between the diﬀerent
treatments with the exception of cell cultivated in fresh water with
nitrogen deﬁciency (Fig. 2). Under this condition, the total carbohy-
drates in the cell wall were about 14% (percentage of NDF-cell wall).
Rhamnose, arabinose, glucosamine, galactose, glucose, mannose, xy-
lose and glucuronic acid were the monosaccharides detected in the cell
wall of N oleoabundans independently of the media used for cultivation
(Fig. 3 and Supplementary ﬁle 2). However, the proportion of the dif-
ferent monosaccharides was diﬀerent. Rhamnose, galactose and glu-
curonic acid were the three most abundant monosaccharides in fresh-
water cultivations (~68% of total monosaccharides), whereas in
seawater cultivations rhamnose, glucose and galactose constituted the
main cell wall monosaccharides (63% of total monosaccharides). The
proportion of monosaccharides remained relatively constant when cells
were cultivated in seawater conditions (Nitrogen-deplete versus ni-
trogen-replete). Nitrogen depletion in freshwater cultivations resulted
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Fig. 1. Percentage of the isolated cell wall in four diﬀerent growing conditions.
Values are the average from two technical replicates of pooled biomass and
error bars represent the standard deviation (SD). Letters are based on the
Fisher's unprotected least signiﬁcant diﬀerence of cell walls amongst the dif-
ferent growing conditions.
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in a signiﬁcant increase in the amount of arabinose and glucuronic acid
and a reduced galactose content (p < .05). Except for xylose, of which
the content was similar in all growing conditions, we observed that
there were alterations in the relative amount of almost all mono-
saccharides in seawater cultivations, with or without nitrogen, as
compared to the corresponding samples cultivated in freshwater con-
ditions. Our results disclosed that glucose and mannose are the mono-
saccharides which increased the most in the cell wall carbohydrates of
cells cultivated in saline media (p < .05).
CDTA and NaOH-extracted glycans of N. oleoabundans cell wall,
fresh and seawater nitrogen-replete cultivations, were probed with 38
monoclonal antibodies (mAbs). Fig. 4 shows a heatmap of the relative
abundance of the mAbs binding to speciﬁc cell wall components.
Overall, the majority of the mAbs did not bind to the N. oleoabundans
cell wall polymers. Walls of cell cultivated in both nitrogen-replete
freshwater and seawater conditions revealed that they were composed
of (1→ 4)-β-D-xylan/arabinoxylan. Additionally, our results indicated
the possible existence of arabinogalactan proteins (AGPs) in the cell
wall of N. oleoabundans. Monoclonal antibodies of JIM16 and LM14
showed a high binding aﬃnity with the NaOH-extract of the freshwater
cell wall (nitrogen-replete), whereas JIM13 indicated a high aﬃnity
with the CDTA-extract of seawater cell wall (nitrogen-replete). Re-
markably, our results demonstrated the accumulation of (1→ 4)-β-D-
mannan/galactomannan in N. oleoabundans cell walls grown in sea-
water condition, whereas these epitopes were either absent or in-
accessible in freshwater cultivation.
3.2. Cell walls have a varied protein composition when grown under
diﬀerent conditions
Analysis of the protein content in the cell walls of microalgae cul-
tivated under diﬀerent conditions revealed that cell wall accumulated a
high amount of proteins in both sea and freshwater cultivation provided
there was a suﬃcient amount of nitrogen in the medium (Fig. 2 and
Supplementary ﬁle 3). However, under nitrogen-depleted growing
conditions, the protein content of the cell wall decreased signiﬁcantly
(p < .05), in which nitrogen-depleted seawater showed the lowest
content (19.3% of the NDF-cell wall). Further amino acid character-
ization revealed a decrease in the algae cell wall polar amino acids that
were cultivated in fresh water under nitrogen depleted condition
(Fig. 5). This reduction was speciﬁcally on the positive-side-chain-
amino acids, where lysine decreased dramatically and histidine reduced
to undetectable amounts, as well as the polar-uncharged amino acids
where the larger reductions were observed in serine and threonine.
Cells cultivated in nitrogen-depleted seawater revealed a higher content
of polar amino acids in the cell wall relatively to the nitrogen-replete
culture (p < .05). Positive-side-chain-amino acids were not detected in
the cell wall of a nitrogen-depleted seawater cultivation. Aspartic acid
and isoleucine remained constant in the diﬀerent growing conditions.
Results of the inorganic portion of the cell wall revealed a higher
accumulation of inorganic components in the nitrogen deﬁcient cul-
tures (Fig. 2). Under nitrogen-replete growing conditions, the inorganic
content of the cell wall decreased, with the lowest percentage being
found in freshwater cultivation (~5%). Ion chromatography analysis
revealed that the cell wall is primarily composed of sulphate and so-
dium, adding up to almost 85% of the total ash content in a nitrogen-
replete freshwater culture and 98% in other growing conditions
(Fig. 6). Phosphate and magnesium were only detected in nitrogen-re-
plete freshwater culture.
4. Discussion
Adverse growing conditions such as salinity and nitrogen depletion
can inﬂuence cell physiology and consequently cell wall composition
[1]. We observed signiﬁcant variation in the total content of cell walls
between the growing conditions assessed (4%–19% g/g, p < .05).
Under diﬀerent growing conditions N. oleoabundans cells were able to
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change the composition of their cell walls. This variation highlights an
important property of N. oleoabundans cell walls, which are plastic and
can adapt to diﬀerent growing conditions. In this study we have char-
acterized the content and composition of carbohydrates, proteins and
inorganic components, though microalgae cell wall might have other
components, such as lipid, that may as well vary under the adverse
growing conditions, but these were not object of our study.
Our results revealed that walls of N. oleoabundans cells cultivated
under nitrogen-depleted conditions accumulated a higher content of
carbohydrates, although this increase was not signiﬁcant (p < .05) in
the seawater cultivation (Fig. 2). Previous studies of other microalgae
indicate that when cells were cultivated under nitrogen-depleted con-
ditions an increase in polysaccharide content of the cell wall was ob-
served [2,23,24]. These results illustrate the ability of the N. oleoa-
bundans cell wall to function as an additional type of sink for photo-
assimilates accumulated under nitrogen stress. Seawater cultivation
resulted in alterations in the monosaccharide proﬁle of the cell wall as
compared to the freshwater culture (Fig. 3). Glucose and mannose
content in the cell wall were abundantly increased when N. oleoa-
bundans was cultivated in seawater (p < .05). We have observed that
the majority of the mAbs did not bind to the N. oleoabundans cell wall
polymers. The most probable explanation is the absent of the epitopes
Fig. 4. Heatmap showing the binding of monoclonal antibodies (mAbs) to the extracted cell wall materials. Values are the average of the replications and indicate the
relative abundance of the antibodies to glycan epitope of N. oleoabundans cell wall. Colour intensity in the heatmap is correlated to mean spot signals. The highest
signal in each dataset was set to 100, and all other values were normalized accordingly as indicated by the colour scale bar. (For interpretation of the references to
colour in this ﬁgure legend, the reader is referred to the online version of this chapter.)
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in N. oleoabundans cell wall, which would not be surprising as these
antibodies have been developed for cell walls of plants and other algae
species. Another explanation could be that the epitopes might have
been inaccessible and/or possibly degraded during the extraction pro-
cedure. Nevertheless, results from monoclonal antibodies disclosed that
(1→ 4)-β-D-mannan/galactomannan are the possible epitopes of the
accumulated mannan in the seawater cultivated cell wall. Although
results from monosaccharides composition of the cell wall revealed the
presence of mannose in a freshwater cultivation (~7% of total mono-
saccharides, g/g), evaluated monoclonal antibodies were unable to re-
cognize the mannose-epitope(s). This may be attributable to the ex-
istence of diﬀerent epitope of mannose or inaccessibility of the same
mannose-epitope in the cell wall of freshwater cultivation. Previous
studies on marine algae established that some microalgae are enriched
in sulphated polysaccharides including β-(1→ 4)-D-mannans, (1→ 3)-
β-L-arabinopyranans and other sulphated polysaccharides containing
galactose, glucose and arabinose [25–28]. Marine algae are able to
resist the saline environment on account of particular mechanisms such
as sodium exclusion or accumulation of sulphated polysaccharides
[27–30]. The latter mechanism, which is unique to marine algae, is
considered to be a strategy of adaptation in marine territories and is
also existent in (some) halophyte terrestrial plants [27,28]. It has been
reported that sulphated polysaccharides, which provide a gel-like ma-
trix for a ﬁbrous and crystalline component of the cell wall, are part of
the cell walls of some marine species belonging to the phylum Chlor-
ophyta [28,31]. Considering the abundance of mannose, β-(1→ 4)-D-
mannans, and glucose together with a high content of inorganic sul-
phate in the seawater cultivated N. oleoabundans cell wall, it is tempting
to hypothesize the presence of sulphated polysaccharides which may
contribute to the adaptation of this species in a saline medium.
Nitrogen-containing biopolymers are one of the main components in
the microalgae cell wall belonging to the Chlorococcaleae, therefore it
is not surprising that a restricted amount of nitrogen in the medium
caused a reduction of the cell wall fraction in the total cell mass of N.
oleoabundans [32–34]. As depicted in Fig. 3 there is a considerable
reduction of glucosamine in the cell walls when they are cultivated
under nitrogen depletion or saline medium. A recent transcriptomic
study of N. oleoabundans cultivated under nitrogen depletion indicated
a downregulation of glucosamine fructose-6-phosphate amino-
transferase (GFAT) [35]. This enzyme is involved in the hexosamine
(amino sugar) biosynthesis pathway, synthesizing glucosamine-6-
phosphate (GlcN-6P) from fructose-6-phosphate (Fru-6P) which is de-
rived from glucose. It has been demonstrated that nitrogen depletion in
Chlorella vulgaris resulted in morphological alteration of the cell wall
[36]. C. vulgaris growing in nitrogen-replete conditions contains hair-
like ﬁbres mounted on the outer layer of the cell wall, referred to as
hyaluron, an unsulphated glycosaminoglycan structure composed of β-
1,4-glucuronic acid and β-1,3-N-acetylglucosamine [36–38]. Under
nitrogen-depleted conditions C. vulgaris lacks these hair-like ﬁbres.
The change in cell wall mass under nitrogen-depleted conditions
was predominantly attributed to a reduction in the protein content of
the cell wall (Figs. 1 and 2). Localized cell wall proteins comprise en-
zymes, both in situ enzymes for development and remodelling, and
enzymes involved in biotic and abiotic responses; as well as glycine-rich
proteins (GRPs), proline-rich proteins, extensins and hydroxyproline-
rich glycoproteins (HRGPs) [39,40]. Arabinogalactan proteins (AGPs)
belong to the HRGPs and are found at the cell surface of a wide variety
of plants and algae [34,40,41]. The positive signal of the antibodies
JIM16, JIM13 and JIM14 toward the arabinogalactan/arabinogalactan-
protein antigens revealed the possible existence of AGPs in N. oleoa-
bundans cell walls. In line with previous studies, these monoclonal an-
tibodies have an aﬃnity to AGP1 and AGP2 immunogens [42,43]. The
likely existence of arabinogalactan proteins in the N. oleoabundans cell
wall supports its taxonomical classiﬁcation into the phylum Chlor-
ophyta, in which cell walls are known to contain AGPs [44]. Despite
these enlightening ﬁndings, questions still remain concerning the par-
ticular biological function of AGP1 and AGP2 in the N. oleoabundans
cell wall. The exact function of AGPs in plant cells is still a matter of
debate, yet cell division, cell extension, abiotic stress tolerance and cell
viability are the main functions discussed in literature [41,45,46].
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Polar amino acids were more abundant in the walls of cells culti-
vated in nitrogen-replete freshwater in comparison to all the other
growing conditions (Fig. 5). The ﬁnal structure of a protein comprises
polar/hydrophilic side-chain amino acids, which are normally located
on the surface of the proteins and are in contact with the aquatic milieu,
and non-polar/hydrophobic side-chain amino acids existing on the in-
terface [47]. Changes in the abundance of amino acids, each with the
diﬀerent chemistry of side chain, alters conformation and structure of
the protein. Amongst non-polar amino acids, the increase of leucine was
considerable in the cell wall of N. oleoabundans grown in either sea-
water conditions or freshwater nitrogen-depleted culture. The sig-
niﬁcant increase of this amino acid (p < .05) could indicate that N.
oleoabundans cell walls contain leucine-rich repeat proteins. These
proteins are part of a large variety of organisms and are reported to be
involved in many developmental processes and responses to biotic and
abiotic stresses [48–50]. Due to the intrinsic limitation of the EZ:faast™
method, we were unable to detect asparagine, glutamine and arginine
in the N. oleoabundans cell wall. Furthermore, our results revealed a
lack of cysteine and tryptophan in the N. oleoabundans cell wall that
may well have been degraded during the acid hydrolysis process.
Our ﬁndings herein clearly conﬁrm that the cell wall composition of
N. oleoabundans varies depending on the cultivation medium.
Remodelling of this dynamic structure is key for the plasticity of this
species to survive in a wide range of growing conditions.
5. Conclusion
In this study we have highlighted the importance of the N. oleoa-
bundans cell wall in response to high saline and/or nitrogen-deﬁcient
mediums. Cell wall remodelling under saline conditions comprises the
possible accumulation of sulphated polysaccharides enriched in man-
nose, β-(1→ 4)-D-mannans, and glucose. The likely abundance of
sulphated polysaccharides together with non-polar amino acids, espe-
cially leucine, could well enable the cell to resist the saline environ-
ment. Nitrogen depletion also has an important eﬀect on the cell wall
composition, being the primary eﬀect of this stress a substantial re-
duction in the nitrogenous components of the cell wall. This is the ﬁrst
study of this kind on the cell wall biology of N. oleoabundans which has
enabled us to understand the complexity of remodelling the cell wall in
response to salt and/or nitrogen deﬁciency.
Acknowledgement
This work is performed within the TKI AlgaePARC Bioreﬁnery
program with ﬁnancial support from the Netherlands' Ministry of
Economic Aﬀairs in the framework of the TKI BioBased Economy under
contract nr. TKIBE01009.
Author contributions
B.R performed the experiments, analysed data and wrote the paper.
L.M.T wrote and coordinated the project, supervised the research and
help shaping the manuscript. A.D help developing protocols and as-
sisted in the chemical analysis. M.G.R and B.J performed the carbo-
hydrate microarray and the glycomic proﬁle and revised the manu-
script. All authors read and approved the ﬁnal manuscript.
Conﬂict of interest
The authors declare that there is no conﬂict of interest for this
paper.
Informed consent
The authors declare that there are no conﬂicts, informed consent,
human or animal rights applicable for this paper.
Authorship consent
All authors read, approved the ﬁnal manuscript and agreed for its
submission for peer review.
Appendix A. Supplementary data
Supplementary data to this article can be found online at https://
doi.org/10.1016/j.algal.2019.101482.
References
[1] R. Tenhaken, Cell wall remodeling under abiotic stress, Front. Plant Sci. 5 (2015).
[2] S.W. Jeong, S.W. Nam, K. Hwangbo, W.J. Jeong, B.R. Jeong, Y.K. Chang, Y.I. Park,
Transcriptional regulation of cellulose biosynthesis during the early phase of ni-
trogen deprivation in Nannochloropsis salina, Sci. Rep. 7 (2017).
[3] M. Ghafari, B. Rashidi, B.Z. Haznedaroglu, Eﬀects of macro and micronutrients on
neutral lipid accumulation in oleaginous microalgae, Biofuels 9 (2018) 147–156.
[4] A. Garibay-Hernández, R. Vazquez-Duhalt, L. Serrano-Carreón, A. Martinez,
Nitrogen limitation in Neochloris oleoabundans: a reassessment of its eﬀect on cell
growth and biochemical composition, Appl. Biochem. Biotechnol. 171 (2013)
1775–1791.
[5] E.K. Matich, M. Ghafari, E. Camgoz, E. Caliskan, B.A. Pfeifer, B.Z. Haznedaroglu,
G.E. Atilla-Gokcumen, Time-series lipidomic analysis of the oleaginous green mi-
croalga species Ettlia oleoabundans under nutrient stress, Biotechnology for
Biofuels 11 (2018).
[6] W.L. Chu, Strategies to enhance production of microalgal biomass and lipids for
biofuel feedstock, Eur. J. Phycol. 52 (2017) 419–437.
[7] B. Chen, C. Wan, M.A. Mehmood, J.S. Chang, F. Bai, X. Zhao, Manipulating en-
vironmental stresses and stress tolerance of microalgae for enhanced production of
lipids and value-added products–a review, Bioresour. Technol. 244 (2017)
1198–1206.
[8] E. Van Donk, M. Lürling, D.O. Hessen, G.M. Lokhorst, Altered cell wall morphology
in nutrient-deﬁcient phytoplankton and its impact on grazers, Limnol. Oceanogr. 42
(1997) 357–364.
[9] A.E. Solovchenko, O.A. Gorelova, O.I. Baulina, I.O. Selyakh, L.R. Semenova,
O.B. Chivkunova, P.N. Scherbakov, E.S. Lobakova, Physiological plasticity of
symbiotic Desmodesmus (Chlorophyceae) isolated from taxonomically distant
white sea invertibrates, Russ. J. Plant Physiol. 62 (2015) 653–663.
[10] T.A. Beacham, C. Bradley, D.A. White, P. Bond, S.T. Ali, Lipid productivity and cell
wall ultrastructure of six strains of Nannochloropsis: implications for biofuel pro-
duction and downstream processing, Algal Res. 6 (2014) 64–69.
[11] H.A. Abu Hajar, R.G. Rieﬂer, B.J. Stuart, Cultivation of the microalga Neochloris
oleoabundans for biofuels production and other industrial applications (a review),
Appl. Biochem. Microbiol. 53 (2017) 640–653.
[12] S. Chantanachat, H.C. Bold, Some algae from arid soils, Phycological Studies. II,
University of Texas Publications, 1962(74 p).
[13] C.A. Popovich, C. Damiani, D. Constenla, A.M. Martínez, H. Freije, M. Giovanardi,
S. Pancaldi, P.I. Leonardi, Neochloris oleoabundans grown in enriched natural
seawater for biodiesel feedstock: evaluation of its growth and biochemical com-
position, Bioresour. Technol. 114 (2012) 287–293.
[14] B.O. Arredondo-Vega, C.J. Band-Schmidt, R. Vazquez-Duhalt, Biochemical com-
position of Neochloris oleoabundans adapted to marine medium, 83 (1995)
201–205.
[15] L.D. Jaeger, B.M. Carreres, J. Springer, P.J. Schaap, G. Eggink, V.A.P. Martins Dos
Santos, R.H. Wijﬀels, D.E. Martens, Neochloris oleoabundans is worth its salt:
transcriptomic analysis under salt and nitrogen stress, PLoS One 13 (2018).
[16] B. Rashidi, L.M. Trindade, Detailed biochemical and morphologic characteristics of
the green microalga Neochloris oleoabundans cell wall, Algal Res. 35 (2018)
152–159.
[17] I. Moller, I. Sørensen, A.J. Bernal, C. Blaukopf, K. Lee, J. Øbro, F. Pettolino,
A. Roberts, J.D. Mikkelsen, J.P. Knox, A. Bacic, W.G.T. Willats, High-throughput
mapping of cell-wall polymers within and between plants using novel microarrays,
Plant J. 50 (2007) 1118–1128.
[18] J.U. Fangel, H.L. Pedersen, S. Vidal-Melgosa, L.I. Ahl, A.A. Salmean, J. Egelund,
M.G. Rydahl, M.H. Clausen, W.G.T. Willats, Carbohydrate microarrays in plant
science, Methods Mol. Biol. (2012) 351–362.
[19] S.K. Kračun, J.U. Fangel, M.G. Rydahl, H.L. Pedersen, S. Vidal-Melgosa,
W.G.T. Willats, Carbohydrate Microarray Technology Applied to High-Throughput
Mapping of Plant Cell Wall Glycans Using Comprehensive Microarray Polymer
Proﬁling (CoMPP), High-Throughput Glycomics and Glycoproteomics: Methods and
Protocols, Springer New York, New York, NY, 2017, pp. 147–165.
[20] M.G. Rydahl, S.K. Kračun, J.U. Fangel, G. Michel, A. Guillouzo, S. Génicot,
J. Mravec, J. Harholt, C. Wilkens, M.S. Motawia, B. Svensson, O. Tranquet,
M.C. Ralet, B. Jørgensen, D.S. Domozych, W.G.T. Willats, Development of novel
monoclonal antibodies against starch and ulvan - implications for antibody pro-
duction against polysaccharides with limited immunogenicity, Sci. Rep. 7 (2017).
[21] F.A. Pettolino, C. Walsh, G.B. Fincher, A. Bacic, Determining the polysaccharide
composition of plant cell walls, Nat. Protoc. 7 (2012) 1590–1607.
[22] Phenomenex, EZfaast User's Guide for Protein Hydrolysates (GC/FID).
[23] O. Baulina, O. Gorelova, A. Solovchenko, O. Chivkunova, L. Semenova, I. Selyakh,
P. Scherbakov, O. Burakova, E. Lobakova, Diversity of the nitrogen starvation
B. Rashidi, et al. Algal Research 40 (2019) 101482
7
responses in subarctic Desmodesmus sp. (Chlorophyceae) strains isolated from
symbioses with invertebrates, FEMS Microbiol. Ecol. 92 (2016).
[24] O. Gorelova, O. Baulina, A. Solovchenko, I. Selyakh, O. Chivkunova, L. Semenova,
P. Scherbakov, O. Burakova, E. Lobakova, Coordinated rearrangements of assim-
ilatory and storage cell compartments in a nitrogen-starving symbiotic chlorophyte
cultivated under high light, Arch. Microbiol. 197 (2014) 181–195.
[25] P.V. Fernández, I. Quintana, A.S. Cerezo, J.J. Caramelo, L. Pol-Fachin, H. Verli,
J.M. Estevez, M. Ciancia, Anticoagulant activity of a unique sulfated pyranosic (1→
3)-β-L-arabinan through direct interaction with thrombin, J. Biol. Chem. 288
(2013) 223–233.
[26] P.V. Fernández, J.M. Estevez, A.S. Cerezo, M. Ciancia, Sulfated β-d-mannan from
green seaweed Codium vermilara, Carbohydr. Polym. 87 (2012) 916–919.
[27] R.S. Aquino, C. Grativol, P.A.S. Mourão, Rising from the sea: correlations between
sulfated polysaccharides and salinity in plants, PLoS One 6 (2011).
[28] A. Synytsya, J. Čopíková, W.J. Kim, Y.I. Park, Cell Wall polysaccharides of marine
algae, in: S.-K. Kim (Ed.), Springer Handbook of Marine Biotechnology, Springer
Berlin Heidelberg, Berlin, Heidelberg, 2015, pp. 543–590.
[29] H. Gimmler, Primary sodium plasma membrane ATPases in salt-tolerant algae: facts
and ﬁctions, J. Exp. Bot. 51 (2000) 1171–1178.
[30] A. Muralidhar, L. Shabala, P. Broady, S. Shabala, A. Garrill, Mechanisms underlying
turgor regulation in the estuarine alga Vaucheria erythrospora (Xanthophyceae)
exposed to hyperosmotic shock, Plant, Cell and Environment 38 (2015) 1514–1527.
[31] E. Percival, The polysaccharides of green, red and brown seaweeds: their basic
structure, biosynthesis and function, Br. Phycol. J. 14 (1979) 103–117.
[32] J. Voigt, A. Stolarczyk, M. Zych, P. Malec, J. Burczyk, The cell-wall glycoproteins of
the green alga Scenedesmus obliquus. The predominant cell-wall polypeptide of
Scenedesmus obliquus is related to the cell-wall glycoprotein gp3 of
Chlamydomonas reinhardtii, Plant Sci. 215-216 (2014) 39–47.
[33] J. Burczyk, B. Śmietana, K. Termińska-Pabis, M. Zych, P. Kowalowski, Comparison
of nitrogen content amino acid composition and glucosamine content of cell walls
of various chlorococcalean algae, Phytochemistry 51 (1999) 491–497.
[34] D.S. Domozych, M. Ciancia, J.U. Fangel, M.D. Mikkelsen, P. Ulvskov,
W.G.T. Willats, The cell walls of green algae: a journey through evolution and di-
versity, Front. Plant Sci. 3 (2012) 82.
[35] H. Rismani-Yazdi, B.Z. Haznedaroglu, C. Hsin, J. Peccia, Transcriptomic analysis of
the oleaginous microalga Neochloris oleoabundans reveals metabolic insights into
triacylglyceride accumulation, Biotechnology for Biofuels 5 (2012).
[36] H.G. Gerken, B. Donohoe, E.P. Knoshaug, Enzymatic cell wall degradation of
Chlorella vulgaris and other microalgae for biofuels production, Planta 237 (2013)
239–253.
[37] M.V. Graves, D.E. Burbank, R. Roth, J. Heuser, P.L. Deangelis, J.L. Van Etten,
Hyaluronan synthesis in virus PBCV-1-infected chlorella-like green algae, Virology
257 (1999) 15–23.
[38] J.L. Van Etten, I. Agarkova, D.D. Dunigan, M. Tonetti, C. De Castro, G.A. Duncan,
Chloroviruses have a sweet tooth, Viruses 9 (2017) 1–23.
[39] A.M. Showalter, Structure and function of plant cell wall proteins, Plant Cell 5
(1993) 9–23.
[40] P. Immerzeel, Characterization of Carrot Arabinogalactan Proteins, PhD thesis
Wageningen University, The Netherlands, 2005.
[41] B. Chudzik, B. Zarzyka, R. Śniezko, Immunodetection of arabinogalactan proteins in
diﬀerent types of plant ovules, Acta Biol. Cracov. Ser. Bot. 47 (2005) 139–146.
[42] J. Knox, P. Linstead, J.P.C. Cooper, K. Roberts, Developmentally regulated epitopes
of cell surface arabinogalactan proteins and their relation to root tissue pattern
formation, Plant J. 1 (1991) 317–326.
[43] E.A. Yates, J.P. Knox, Investigations into the occurrence of plant cell surface epi-
topes in exudate gums, Carbohydr. Polym. 24 (1994) 281–286.
[44] P.H. Baudelet, G. Ricochon, M. Linder, L. Muniglia, A new insight into cell walls of
Chlorophyta, Algal Res. 25 (2017) 333–371.
[45] P.V. Fernández, P.X. Arata, M. Ciancia, Polysaccharides from codium species:
chemical structure and biological activity. Their role as components of the cell wall,
Adv. Bot. Res. (2014) 253–278.
[46] A.M. Showalter, Arabinogalactan-proteins: structure, expression and function, Cell.
Mol. Life Sci. 58 (2001) 1399–1417.
[47] I.M. Rosenberg, Protein Structure, Protein Analysis and Puriﬁcation: Benchtop
Techniques, Birkhäuser Boston, Boston, MA, 1996, pp. 8–23.
[48] A. Diévart, N. Gilbert, G. Droc, A. Attard, M. Gourgues, E. Guiderdoni, C. Périn,
Leucine-rich repeat receptor kinases are sporadically distributed in eukaryotic
genomes, BMC Evol. Biol. 11 (2011).
[49] P.L. Liu, L. Du, Y. Huang, S.M. Gao, M. Yu, Origin and diversiﬁcation of leucine-rich
repeat receptor-like protein kinase (LRR-RLK) genes in plants, BMC Evol. Biol. 17
(2017) 1–16.
[50] A. Kinoshita, Y. Niwa, K. Onai, T. Yamano, H. Fukuzawa, M. Ishiura, T. Matsuo, CSL
encodes a leucine-rich-repeat protein implicated in red/violet light signaling to the
circadian clock in Chlamydomonas, PLoS Genet. 13 (2017).
B. Rashidi, et al. Algal Research 40 (2019) 101482
8
